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Abstract
The exact pathophysiology of non-alcoholic steatohepatitis (NASH) is not known. Previous studies suggest that dietary
advanced glycation end products (AGEs) can cause oxidative stress in liver. We aim to study the effects of dietary AGEs on
liver health and their possible role in the pathogenesis of NASH. METHODS: Two groups of mice were fed the same diet
except the AGE content varied. One group was fed a high AGE diet and the second group was fed a regular AGE diet. Liver
histology, alanine aminotransferase, aspartate aminotransferase, fasting glucose, fasting insulin, insulin resistance and
glucose tolerance were assessed. RESULTS: Histology revealed that neutrophil infiltration occurred in the livers of the high
AGE group at week 26; steatosis did not accompany liver inflammation. At week 39 livers from both groups exhibited
macro- or micro-steatosis, yet no inflammation was detected. Higher insulin levels were detected in the regular AGE group
at week 26 (P=0.034), compared to the high AGE group. At week 39, the regular AGE group showed higher levels of
alanine aminotransferase (P,0.01) and aspartate aminotransferase (P=0.02) than those of the high AGE group.
CONCLUSIONS: We demonstrate that a high AGE diet can cause liver inflammation in the absence of steatosis. Our results
show that dietary AGEs could play a role in initiating liver inflammation contributing to the disease progression of NASH.
Our observation that the inflammation caused by high AGE alone did not persist suggests interesting future directions to
investigate how AGEs contribute to pro-oxidative and anti-oxidative pathways in the liver.
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Introduction
Nonalcoholic fatty liver disease (NAFLD) is the most common
cause of abnormal liver enzymes in the U.S. [1], accounting for a
quarter of all chronic liver diseases [2]. NAFLD is linked to
excessive accumulation of triglyceride (TG) in the liver and
encompasses a broad spectrum of liver pathology, ranging from
steatosis to nonalcoholic steatohepatitis (NASH) with fibrosis that
may progress to liver cirrhosis, portal hypertension, and even
hepatocellular carcinoma. NAFLD occurs in approximately 40–
90% of all obese individuals and 15% of those individuals progress
to NAFLD’s severe form, NASH [3,4,5]. The incidence of
NAFLD and NASH has been steadily increasing as the prevalence
of obesity continues to rise [2]. Currently, NASH is the third most
common indication for liver transplantation in the United States
and is projected to become the most common reason for liver
transplantation in the near future [6].
Evidence from animal models and human studies suggests that
oxidative stress is one of the key factors in the disease progression
of NASH [7,8,9]. Oxidative stress in the liver of NASH patients
could arise from several pathways. One pathway is related to
impaired electron flow through the mitochondrial respiratory
chain (MRC) [10,11]. When normal electron flow is interrupted,
electrons are transferred to oxygen molecules from respiratory
intermediates, generating superoxide anions and hydrogen
peroxide [7,12]. MRC impairment also increases fatty acid
oxidation at peroxisomes and endoplasmic reticulum, resulting
in the production of additional reactive oxygen species (ROS)
[13,14]. In addition, an animal model [15] and a human study
[16] suggest that alcohol produced by obesity-related colonic
microbes can contribute to the elevated ROS production.
Advanced glycation end products (AGEs) are potent trigger for
ROS production in NASH livers [17]. AGEs are a heterogeneous
group of molecules formed from the nonenzymatic reaction of
reducing sugars with free amino groups of proteins, lipids and/or
nucleic acids. AGEs may be formed exogenously by heating sugars
with fats or proteins (Maillard reaction), from tobacco smoke, or
endogenously through normal metabolism and aging [18,19,20].
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www.In vitro experiments with a hepatic stellate cell line LI90
demonstrated that AGEs increase ROS production by NADPH
oxidase and MRC [21]. This was confirmed by an in vivo study, in
which mice fed a high AGE diet had lower levels of reduced
glutathione/oxidized glutathione ratio and higher levels of 8-
isoprostanes (lipid peroxidation products) than mice fed a low
AGE diet [22]. To understand the effects of AGEs on liver and
their possible role in the pathogenesis of NASH, we fed diets
containing different amounts of AGEs to mice. Examination of the
liver morphology and function revealed that a diet high in AGEs
could induce inflammation independent of liver fat deposition.
Materials and Methods
Animals
All procedures involving mice were reviewed and approved by
the Institutional Animal Care and Use Committee of University at
Buffalo. Four week old C57BL/6NHsd male mice were purchased
from Harlan Laboratories (Indianapolis, IN). These mice were
individually caged and provided free access to water. Mice were
divided into two groups: 1) regular AGE group, mice were fed with
TestDiet 58G7 (TestDiet, Richmond, IN); 2) high AGE group,
mice were fed with TestDiet 58G7 autoclaved at 120uC for
15 min, following a published method for the preparation of high
AGE diet [23]. To monitor the growth of experimental groups,
two mice fed ad lib with standard mouse chow (Teklad Global 18%
Protein Rodent Diet, Harlan Laboratories) were used as reference
animals. Fat contributed 12% of calories in TestDiet 58G7,
compared to 18% in the standard mouse chow Teklad Global
18% Protein Rodent Diet. All mice in the study received the same
calorie per gram body weight on a weekly basis.
Measurement of AGEs
The concentrations of the major types of AGEs, carboxymethyl
lysine and methylglyoxal, in mouse diets were determined by
enzyme-linked immunosorbent assays as described previously [23].
Histopathology
Five mice from each group were sacrificed on weeks 13, 26 and
39. Whole body perfusion was performed via left ventricle with
oxygenated phosphate buffered saline supplemented with 1mM
CaCl2 and 1mM MgCl2. Liver pieces of ,5mm in all dimensions
were taken from the mice and fixed in 4% formaldehyde for
15 min. The liver pieces were then sequentially equilibrated in
30% sucrose, 15% sucrose/50% OCT (Optimal Cutting Tem-
perature medium, Sakura Finetek, Torrance, CA), and 100%
OCT. The liver pieces were frozen in OCT before 10 mm sections
were cut with a cryostat. The sections were stained with
hematoxylin/eosin (H&E) or oil red O and visualized by light
microscopy. A pathologist (R. K.) assessed each slide for
steatosis, inflammation and fibrosis.
Glucose, Insulin, Alanine Aminotransferase (ALT) and
Aspartate Aminotransferase (AST) Measurements
Animals were fasted overnight before blood was collected via
the submandibular vein with a sterile 5 mm point golden rod
lancet (Medipoint, Mineola, NY). Glucose levels were measured
using a FreeStyle Lite glucometer (Abbott Laboratories, Abbott
Park, IL). Each reported value was the average of two readings.
The remaining blood samples were incubated at 37uC for 40 min
followed by centrifugation at 15,000g for 20 min at room
temperature. Collected serum was aliquoted and stored at
280uC before further analysis. Insulin levels were determined
with ELISA kits purchased from Mercodia (Uppsala, Sweden)
following manufacturer’s instructions. Insulin resistance (IR) was
calculated using the homeostasis model assessment (HOMA)
method (fasting blood glucose (mmol/L) x fasting serum insulin
(mU/L)/22.5 [24]. Serum ALT and AST activities were measured
with ALT Enzymatic Assay Kits and AST Enzymatic Assay Kits
(Bioo Scientific, Austin, TX) following product manuals.
Glucose Tolerance Test
Intraperitoneal glucose tolerance tests (IPGTT) were performed
as described previously [25]. Briefly, glucose (2 mg/g body weight)
was delivered intraperitoneally to each animal after an overnight
fast. Glucose readings were taken from the tail immediately before
and several times after glucose injection as specified in Figure
legend.
Statistics
All analysis for statistically significant differences was performed




To evaluate the effect of dietary AGE on mouse liver, a high
AGE mouse diet was prepared by high temperature treatment.
The AGE contents in the diets were measured by ELISAs with
antibodies against two major types of AGE molecules, carbox-
ymethyl lysine and methylglyoxal, respectively (Table 1). These
measurements indicated that the high AGE diet had an AGE
content about three times that of the regular AGE diet.
Two groups of mice were fed either a high AGE diet or a
regular AGE diet. These two groups showed similar growth curves
over the 39 weeks of the study; no significant difference was
observed at any time point throughout the study (Figure 1). The
growth curves of these two groups were also similar to that of the
reference animals fed with regular mouse chow (data not shown).
Histology
Five animals from each group were sacrificed at week 13, 26,
and 39 to examine the possible effect of AGE on mouse livers.
Cryosections of liver from each animal were stained with H&E
and oil red O. Examination of the liver histology of all animals
from the high AGE group and the regular AGE group showed no
evidence of steatosis or inflammation at week 13 (data not shown).
However, abnormalities were detected at week 26. Liver sections
from two of the five high AGE-fed mice exhibited extensive
macro- or micro-vesicular steatosis as indicated by oil red O
staining (Figure 2A). More importantly, inflammatory foci were
evident in the liver sections of two mice in the high AGE group.
The inflammation observed was mild; no evidence of liver
damage, regeneration or fibrosis was observed. It is noteworthy
that livers with steatosis did not have inflammatory foci, while
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from the regular AGE fed group exhibited steatosis at week 26,
but no inflammatory focus was observed in the livers of this group
(Figure 2B). It is striking that all liver sections from both groups
exhibited extensive macro- or micro-vesicular steatosis at week 39
(Figure 3A, B), despite the fact that both diets are of low fat content
(contributing 12% calorie). No inflammatory focus was observed
in any section from either group at week 39 (Figure 3A, B).
Liver Function Tests
Serum ALT and AST levels were measured to evaluate
hepatocellular damage. Normal ALT and AST values were
observed in all animals at week 5 of dietary treatment (Figure 4A
& B). At week 26, the ALT levels remained normal in all animals
(Figure 4A); however, marked elevation of AST levels were
observed in both groups (Figure 4B). At week 39, ALT and AST
levels from both groups were elevated (Figure 3A & B). Both ALT
and AST were significantly higher in the regular AGE group
compared to the high AGE group (p,0.01 and p=0.02,
respectively). These results indicate that liver injury occurred by
39 weeks in these animals and was more pronounced in those fed
the regular AGE diet.
Glucose Metabolism
Because fat deposition in parenchymal cells (Figure 3 A & B) can
contribute to abnormal metabolism, fasting insulin, glucose and
insulin resistance in both groups were examined. Fasting insulin
levels were higher in the regular AGE group compared to the high
AGE group (P=0.034) at week 26 (Figure 5 A). However, fasting
glucose and HOMA-IR were comparable between the two groups
(Figure 5B & C). At week 39, no significant difference was
observed for fasting insulin, glucose or IR-HOMA between mice
fed with different amounts of dietary AGE (Figure 5 A, B and C).
To further examine glucose homeostasis, intraperitoneal glucose
tolerance tests (IPGTT) were performed at week 39. All animals
exhibited glucose intolerance as evidenced by persistent hypergly-
cemia 2 h after intraperitoneal glucose injection (Figure 6). No
significant difference in glucose was observed between the high
AGE fed mouse group and the regular AGE fed mouse group at
each time point tested (15 min, 30 min, 1 h and 2 h).
Discussion
Most fatty livers do not develop liver inflammation [26], a
hallmark of NASH. Factors contributing to the development of
liver inflammation remain undefined. Our results show that
dietary AGEs can cause liver inflammation and therefore
contribute to the pathogenesis of NASH. Inflammatory foci were
detected in mouse livers at week 26 when fed with a high AGE
diet, while mice fed the regular AGE diet remained free from liver
inflammation throughout the length of the 39 week study. This is
consistent with the well-established concept that dietary AGE can
initiate oxidative stress via AGE receptors expressed in liver cells
[21,22]. The fact that steatosis was not a characteristic of these
inflammed livers suggests that dietary AGE alone is sufficient to
cause liver inflammation, independent of steatosis. Therefore, our
data suggest that dietary AGEs can play a role in initiating
inflammation contributing to the disease progression of NASH.
Our results are of immediate practical value for current and
prospective NASH patients as AGEs are often major components
of processed food [27], and one study demonstrated that serum
AGE levels in NASH patients were higher than those of patients
with steatosis and healthy controls [28].
On the other hand, some mice at week 26 and all animals at
week 39 developed macro- or micro-vesicular steatosis, and all
animals exhibited glucose intolerance at week 39, but there was no
progression to liver inflammation with these fatty livers. These
results recall the observation that ob/ob mice develop steatosis and
insulin resistance [29] but not liver inflammation [30]. Our animal
studies mirror the epidemiology of human NASH in that most
people who have steatosis do not show progression to liver
inflammation [26]. However, we were surprised that no
inflammation was detected in any of the fatty livers in the high
AGE fed group at week 39. It is broadly believed that steatosis
sensitizes the liver to secondary insults in the development of liver
inflammation and further liver complications [31]. As an agent to
induce oxidative stress, dietary AGE could be one of the secondary
insults. Yet, mild inflammation was detected only at week 26 but
not at week 39 in the high AGE fed mice indicating that mild
inflammation could resolve over time despite the appearance of
steatosis in the presence of continued consumption of a high AGE
diet. One possible explanation is that anti-oxidative mechanisms
were activated to fight against the stress generated by the high
AGE diet. Although AGEs induce oxidative stress via the cognate
receptor RAGE, one study suggested that AGEs also induce
glutathione S-transferase activity to function as an antioxidant
[32]. This also provides a reasonable explanation for our
observation that mice fed a high AGE diet exhibited significantly
lower serum ALT and AST activities at week 39 than those on a
regular AGE diet. We speculate that mechanisms may exist to
silence the RAGE mediated pathway while maintaining the
beneficial effects of AGE. We currently are examining known anti-
oxidative pathways in these animals with the goal of identifying the
mechanism(s) that protect the animals from oxidative stress. Our
approach may reveal the molecular mechanism for how AGEs
activate pro-oxidative but not anti-oxidative reactions.
Another possible explanation for this self-resolving inflamma-
tion is the low fat content in the diets of our study. One
outstanding observation in our study was that fasting glucose,
insulin, IR-HOMA and glucose tolerance were similar between
high AGE and regular AGE fed mouse groups. This is in contrast
Figure 1. Growth curves. Body weights of mice fed with a high AGE
diet or a regular AGE diet were plotted. Error bars represent standard
deviations with plus direction for the high AGE group and the minus
direction for the regular AGE group.
doi:10.1371/journal.pone.0035143.g001
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that a high AGE diet caused a , 5 fold increase in fasting insulin
level and significant glucose intolerance as compared to regular
AGE fed animals. Sando et al. also found that plasma 8-
isoprostane, a measurement of systemic oxidant stress, were
significantly elevated in the high AGE diet fed animals. One major
difference between our experimental approaches is that high fat
diets were used in the study of Sandu et al., while low fat diets were
used in our study. Therefore, we speculate that dietary fat content
differences contribute to the conflicting results. Perhaps, high AGE
diet exacerbates the metabolic defect precipitated by a high fat
diet. As such, it is of great interest to test whether low fat diets
protect hepatocytes from the adverse effects of AGEs and
prevented persistent liver inflammation. Another important
question stemming from this discrepancy is whether a high AGE
diet facilitates the development of liver inflammation on the
background of a high fat diet and/or obese mouse model (db/db
or ob/ob).
AGEs have been implicated in the pathogenesis of various
diseases including diabetes [33], atherosclerosis [34], Alzheimer’s
disease [35], and melanoma growth and metastasis [36,37].
Vlassara and colleagues reported that a high AGE diet induces
pro-inflammatory cytokines in diabetic patients [38], but ethical
considerations make it impossible to obtain direct evidence that
human liver inflammation is induced by a high AGE diet. Because
we show neutrophil infiltration, our mouse study has unique value
in supporting a causative link between AGE and liver inflamma-
tion. Chuyen and colleagues examined the effect of dietary AGE
on the liver enzymes superoxide dismutase and glutathione-S-
transferase in a rat model [39]. They reported no adverse effect of
AGEs. The discrepancy between their study and ours may be
explained by the fact that their rat study only lasted for 11 weeks
and the authors did not examine the liver histology.
One of the striking and important aspects of our study is its
length. For example, if this study had been terminated after a short
period of time, as other studies of diet and liver injury have been,
our observation that resolution of inflammation is possible would
Figure 2. Liver histology of mice fed with a high AGE diet or a regular AGE diet for 26 weeks. Mice on the high AGE diet (A) or the regular
AGE diet (B) for 26 weeks were whole-body perfused before liver collection. Cryosections of the livers were stained with H&E, or oil red O (ORO),
respectively. Each row has the typical images of H&E and ORO staining of the same liver.
doi:10.1371/journal.pone.0035143.g002
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ing of mechanisms that could be used to mitigate harmful effects of
diet on the liver.
In this study, liver inflammation occurred before steatosis in the
high AGE diet group. This phenomenon may add to the debate
on whether steatosis is a consequence of liver inflammation or vice
Figure 3. Liver histology of mice fed with a high AGE diet or a regular AGE diet for 39 weeks. Mice on high AGE diet (A) or regular AGE
diet (B) for 39 weeks were whole-body perfused before liver collection. Cryosections of the livers were stained with H&E, or oil red O (ORO),
respectively. Each row has the typical images of H&E and ORO staining of the same liver.
doi:10.1371/journal.pone.0035143.g003
Figure 4. Measurement of serum ALT and AST. Sera were obtained from mice fed with a high AGE diet or a regular AGE diet. ALT (A) and AST
(B) enzymatic activities were measured as specified in Materials and Methods. Error bars represent standard deviations (n=5 for both groups).
doi:10.1371/journal.pone.0035143.g004
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observed between high and low AGE diet groups at week 39, cell
type specific differences might have existed between two groups at
some time points during the length of this study. Further
investigation on individual liver cell types may reveal possible link
between inflammation and steatosis and other aspects of the
NASH pathophysiology.
In summary, we demonstrate that a high AGE diet causes liver
inflammation in the absence of steatosis. This finding is relevant to
patients at high risk for NASH and other liver injuries. Our
observation that the inflammation caused by high dietary AGE
alone did not persist suggests interesting future directions to
investigate how AGE induced pro-oxidative pathways are
regulated and how they may be down-regulated by AGE-induced
anti-oxidative pathway. The animal model we developed is a
valuable platform on which a therapeutic and preventive agent
against the adverse effects of AGEs could be identified and tested.
Acknowledgments
The authors thank Dr. Paul Knight (SUNY at Buffalo) and Dr. Wael Sayej
(Connecticut Children’s Medical Center) for their valuable suggestions and
discussions.
Author Contributions
Conceived and designed the experiments: LZ RP SSB RDB. Performed
the experiments: RP AS WL LZ RK WC SD RA LM . Analyzed the data:
RP LZ SSB LM RDB MSP HV. Contributed reagents/materials/analysis
tools: LM MSP HV. Wrote the paper: LZ RP SSB LM MSP.
References
1. Clark JM, Brancati FL, Diehl AM (2003) The prevalence and etiology of
elevated aminotransferase levels in the United States. Am J Gastroenterol 98:
960–967.
2. Younossi ZM, Stepanova M, Afendy M, Fang Y, Younossi Y, et al. (2011)
Changes in the prevalence of the most common causes of chronic liver diseases
in the United States from 1988 to 2008. Clin Gastroenterol Hepatol 9: 524–530
e521; quiz e560.
3. Browning JD, Szczepaniak LS, Dobbins R, Nuremberg P, Horton JD, et al.
(2004) Prevalence of hepatic steatosis in an urban population in the United
States: impact of ethnicity. Hepatology 40: 1387–1395.
4. Brunt EM (2004) Nonalcoholic steatohepatitis. Seminars in Liver Disease 24:
3–20.
5. Bugianesi E, Vanni E, Marchesini G (2007) NASH and the risk of cirrhosis and
hepatocellular carcinoma in type 2 diabetes. Curr Diab Rep 7: 175–180.
6. Charlton MR, Burns JM, Pedersen RA, Watt KD, Heimbach JK, et al. (2011)
Frequency and outcomes of liver transplantation for nonalcoholic steatohepatitis
in the United States. Gastroenterology 141: 1249–1253.
7. Hensley K, Kotake Y, Sang H, Pye QN, Wallis GL, et al. (2000) Dietary choline
restriction causes complex I dysfunction and increased H(2)O(2) generation in
liver mitochondria. Carcinogenesis 21: 983–989.
8. Yang S, Zhu H, Li Y, Lin H, Gabrielson K, et al. (2000) Mitochondrial
adaptations to obesity-related oxidant stress. Arch Biochem Biophys 378:
259–268.
9. Seki S, Kitada T, Yamada T, Sakaguchi H, Nakatani K, et al. (2002) In situ
detection of lipid peroxidation and oxidative DNA damage in non-alcoholic fatty
liver diseases. J Hepatol 37: 56–62.
10. Perez-Carreras M, Del Hoyo P, Martin MA, Rubio JC, Martin A, et al. (2003)
Defective hepatic mitochondrial respiratory chain in patients with nonalcoholic
steatohepatitis. Hepatology 38: 999–1007.
11. Kojima H, Sakurai S, Uemura M, Fukui H, Morimoto H, et al. (2007)
Mitochondrial abnormality and oxidative stress in nonalcoholic steatohepatitis.
Alcohol Clin Exp Res 31: S61–66.
12. Garcia-Ruiz C, Colell A, Morales A, Kaplowitz N, Fernandez-Checa JC (1995)
Role of oxidative stress generated from the mitochondrial electron transport
Figure 5. Measurement of fasting serum insulin, fasting blood
glucoseandinsulinresistance.MicefedwithahighAGEdiet(n=5)or
a regular AGE diet (n=5) for 26 and 39 weeks were analyzed. A, serum
insulinlevelsweredeterminedbyanELISAkitasspecifiedinMaterialsand
Methods; B, blood glucose was measured with a glucometer; C, insulin
resistance was evaluated according to the ‘‘homeostasis model
assessment (HOMA)’’ method [24]: IR-HOMA = fasting glucose (mmol/
L) x fasting insulin (mU/L)/22.5. Error bars represent standard deviations.
doi:10.1371/journal.pone.0035143.g005
Figure 6. Intraperetoneal glucose tolerance test (IPGTT). Mice
fed with a high AGE diet (n=3) or a regular AGE diet (n=4) were
subjected to IPGTT. Blood glucose levels were measured immediately
before (time=0 min) and after (time=15, 30, 60, 120 min) an IP
injection of glucose (2 mg per gram body weight). Error bars represent
standard deviations with plus direction for the high AGE group and the
minus direction for the regular AGE group.
doi:10.1371/journal.pone.0035143.g006
Dietary AGE and Liver Health
PLoS ONE | www.plosone.org 6 April 2012 | Volume 7 | Issue 4 | e35143chain and mitochondrial glutathione status in loss of mitochondrial function and
activation of transcription factor nuclear factor-kappa B: studies with isolated
mitochondria and rat hepatocytes. Mol Pharmacol 48: 825–834.
13. Lieber CS (2004) CYP2E1: from ASH to NASH. Hepatol Res 28: 1–11.
14. Mannaerts GP, Van Veldhoven PP, Casteels M (2000) Peroxisomal lipid
degradation via beta- and alpha-oxidation in mammals. Cell Biochem Biophys
32 Spring. pp 73–87.
15. Cope K, Risby T, Diehl AM (2000) Increased gastrointestinal ethanol
production in obese mice: implications for fatty liver disease pathogenesis.
Gastroenterology 119: 1340–1347.
16. Baker SS, Baker RD, Liu W, Nowak NJ, Zhu L (2010) Role of alcohol
metabolism in non-alcoholic steatohepatitis. PLoS One 5: e9570.
17. Hyogo H, Yamagishi S (2008) Advanced glycation end products (AGEs) and
their involvement in liver disease. Curr Pharm Des 14: 969–972.
18. Singh R, Barden A, Mori T, Beilin L (2001) Advanced glycation end-products: a
review. Diabetologia 44: 129–146.
19. Cerami C, Founds H, Nicholl I, Mitsuhashi T, Giordano D, et al. (1997)
Tobacco smoke is a source of toxic reactive glycation products. Proc Natl Acad
Sci U S A 94: 13915–13920.
20. Kimura T, Takamatsu J, Ikeda K, Kondo A, Miyakawa T, et al. (1996)
Accumulation of advanced glycation end products of the Maillard reaction with
age in human hippocampal neurons. Neurosci Lett 208: 53–56.
21. Iwamoto K, Kanno K, Hyogo H, Yamagishi S, Takeuchi M, et al. (2008)
Advanced glycation end products enhance the proliferation and activation of
hepatic stellate cells. J Gastroenterol 43: 298–304.
22. Cai W, He JC, Zhu L, Chen X, Wallenstein S, et al. (2007) Reduced oxidant
stress and extended lifespan in mice exposed to a low glycotoxin diet: association
with increased AGER1 expression. Am J Pathol 170: 1893–1902.
23. Cai W, He JC, Zhu L, Chen X, Zheng F, et al. (2008) Oral glycotoxins
determine the effects of calorie restriction on oxidant stress, age-related diseases,
and lifespan. Am J Pathol 173: 327–336.
24. Matthews DR, Hosker JP, Rudenski AS, Naylor BA, Treacher DF, et al. (1985)
Homeostasis model assessment: insulin resistance and beta-cell function from
fasting plasma glucose and insulin concentrations in man. Diabetologia 28:
412–419.
25. Sandu O, Song K, Cai W, Zheng F, Uribarri J, et al. (2005) Insulin resistance
and type 2 diabetes in high-fat-fed mice are linked to high glycotoxin intake.
Diabetes 54: 2314–2319.
26. Kim CH, Younossi ZM (2008) Nonalcoholic fatty liver disease: a manifestation
of the metabolic syndrome. Cleve Clin J Med 75: 721–728.
27. Birlouez-Aragon I, Saavedra G, Tessier FJ, Galinier A, Ait-Ameur L, et al.
(2010) A diet based on high-heat-treated foods promotes risk factors for diabetes
mellitus and cardiovascular diseases. Am J Clin Nutr 91: 1220–1226.
28. Hyogo H, Yamagishi S, Iwamoto K, Arihiro K, Takeuchi M, et al. (2007)
Elevated levels of serum advanced glycation end products in patients with non-
alcoholic steatohepatitis. J Gastroenterol Hepatol 22: 1112–1119.
29. Lin HZ, Yang SQ, Chuckaree C, Kuhajda F, Ronnet G, et al. (2000) Metformin
reverses fatty liver disease in obese, leptin-deficient mice. Nat Med 6: 998–1003.
30. Anstee QM, Goldin RD (2006) Mouse models in non-alcoholic fatty liver disease
and steatohepatitis research. Int J Exp Pathol 87: 1–16.
31. Day CP, James OF (1998) Steatohepatitis: a tale of two "hits"? Gastroenterology
114: 842–845.
32. Lindenmeier M, Faist V, Hofmann T (2002) Structural and functional
characterization of pronyl-lysine, a novel protein modification in bread crust
melanoidins showing in vitro antioxidative and phase I/II enzyme modulating
activity. J Agric Food Chem 50: 6997–7006.
33. Vlassara H (1997) Recent progress in advanced glycation end products and
diabetic complications. Diabetes 46 Suppl 2: S19–25.
34. Lindsey JB, de Lemos JA, Cipollone F, Ayers CR, Rohatgi A, et al. (2009)
Association between circulating soluble receptor for advanced glycation end
products and atherosclerosis: observations from the Dallas Heart Study.
Diabetes Care 32: 1218–1220.
35. Wang MY, Ross-Cisneros FN, Aggarwal D, Liang CY, Sadun AA (2009)
R e c e p t o rf o ra d v a n c e dg l y c a t i o ne n dp r o d u c t si su p r e g u l a t e di no p t i c
neuropathy of Alzheimer’s disease. Acta Neuropathol 118: 381–389.
36. Abe R, Shimizu T, Sugawara H, Watanabe H, Nakamura H, et al. (2004)
Regulation of human melanoma growth and metastasis by AGE-AGE receptor
interactions. J Invest Dermatol 122: 461–467.
37. Huttunen HJ, Fages C, Kuja-Panula J, Ridley AJ, Rauvala H (2002) Receptor
for advanced glycation end products-binding COOH-terminal motif of
amphoterin inhibits invasive migration and metastasis. Cancer Res 62:
4805–4811.
38. Vlassara H, Cai W, Crandall J, Goldberg T, Oberstein R, et al. (2002)
Inflammatory mediators are induced by dietary glycotoxins, a major risk factor
for diabetic angiopathy. Proc Natl Acad Sci U S A 99: 15596–15601.
39. Chuyen NV, Arai H, Nakanishi T, Utsunomiya N (2005) Are food advanced
glycation end products toxic in biological systems? Ann N Y Acad Sci 1043:
467–473.
40. Tilg H, Moschen AR (2010) Evolution of inflammation in nonalcoholic fatty
liver disease: the multiple parallel hits hypothesis. Hepatology 52: 1836–1846.
Dietary AGE and Liver Health
PLoS ONE | www.plosone.org 7 April 2012 | Volume 7 | Issue 4 | e35143